In a previous report (F. J. Stutzenberger and C. L. San Clemente, J. Bacteriol. 94:821, 1967), we described a quantitative nephelometric assay for staphylocoagulase inhibitors in bovine antisera. During the development of that assay procedure, heating of specific antisera at 56 C for 30 min greatly reduced their ability to inhibit coagulase. Heat studies and fractionation of bovine antiserum indicated the possibility of at least two components in the antiserum responsible for coagulase inhibition. One factor appeared to be a heat-stable (56 C, 30 centration of the reaction mixture had no appreciable effect upon the ratio of inhibited coagulase activity (Vi) to uninhibited activity (V). These results indicated that a constant amount of coagulase remained inactivated, regardless of the substrate concentration. However, when coagulase was inhibited by heated antiserum, increasing substrate concentrations caused a corresponding increase in the ViIV ratio, indicating a rapid reversal of coagulase inhibition during the assay period.
In later experiments, the effects of fibrinogen concentration (0.365 to 2.86 ,M) upon coagulase inhibition were analyzed by the method of H. Lineweaver and D. Burke (J. Am. Chem. Soc. 56:658, 1934) . Slopes and intercepts for these plots were calculated by the least-squares method for unweighted data. Figure 2 illustrates the results obtained when coagulase was inhibited by two concentrations of unheated antiserum. Intercepts on the ordinate were 0.56 for the uninhibited coagulase reactions (controls), 0.74 for the reactions inhibited by 0.05 ml of antiserum, and 1.10 for the reactions inhibited by 0.10 ml of antiserum. There was no significant difference between the K1n values for the coagulase reactions inhibited by unheated antiserum and for those of the uninhibited reactions (6.45 X 10-7 M). When heated antiserum (Fig. 3) was used in the same series of experiments, intercepts on the ordinate were 0.52 for the coagulase reactions inhibited by 0.05 ml of antiserum, and 0.62 for the reactions inhibited by 0.10 ml of antiserum. The respective K,m values were 10.0 x 10-7 and 12.9 x 10-7 M. These data indicated that, although unheated antiserum inhibited coagulase in a noncompetitive fashion, heated antiserum appeared to act as a competitive inhibitor: its inhibitory effect upon coagulase could be reversed by increasing the concentration of the fibrinogen substrate.
In several experiments, coagulase was also preincubated at 4 or 22 C with varying concentrations of fibrinogen lacking plasma coagulase reacting factor. No clotting was observed at either temperature even after 30 min. Heated and unheated antisera were then added to separate portions of this mixture and the anticoagulase assay was performed in the usual manner. Preincubation of coagulase with fibrinogen prior to addition of heated or unheated antiserum had no significant effect upon coagulase inhibition. 
